Left atrial enlargement (LAE) is a well-known negative prognostic factor in dogs with myxomatous mitral valve disease (MMVD). Left atrial-to-aortic root ratio (LA/Ao) is the most commonly used method to evaluate left atrial (LA) size in dogs, while the left atrial anteroposterior diameter (LAD) has been proposed as an additional measurement of LA size in different species. The aim of this study was to establish a normal reference range of LAD normalized to body weight (LADn) in dogs using allometric scales, and to evaluate the agreement between LADn and LA/Ao in the detection of LAE in dogs with MMVD. This was a retrospective, multicenter, observational study. We included 330 healthy dogs, 30 dogs with MMVD in ACVIM stage B1, 30 dogs in ACVIM stage B2, and 30 dogs in ACVIM stage C. The reference range for the LAD, depending on body weight, was between 16.91 mm and 49.68 mm. The reference range for the LADn in healthy dogs was between 10.49 and 15.72. LADn was significantly greater in dogs with MMVD compared to healthy dogs, and a significant difference in LADn was noted between different ACVIM stages (P<0.001). The most accurate cut-off value of LADn to differentiate between dogs in groups B2 and C was 20.3 (sensitivity, 83.3%; specificity, 83.3%). There was a misclassification rate of 37% between LADn and LA/Ao in the detection of LAE in group B1. This study provides a normal reference range for LAD in dogs, which can be used as an additional tool to assess LAE in dogs with MMVD.
doi: 10.1292/jvms. LAD is routinely used to evaluate LA size and LAE [1, 16, 31, 32, 37] . Given the correlation of LAD with body weight (BW), the normal reference range of LAD using allometric scales has been proposed in these two species [1, 16, 31, 37] .
In dogs, the use of LAD has not been investigated extensively. To the authors' knowledge, no previous studies have reported the allometrically-scaled normal reference range of LAD in dogs. Therefore, the aim of this study was to establish a normal reference range of LAD and LAD normalized to BW (LADn) in dogs based on allometric scales and to evaluate the agreement between LADn and LA/Ao in the detection of LAE in dogs with MMVD.
MATERIALS AND METHODS
This is a retrospective, multicenter, observational study. The clinical databases of the Istituto Veterinario di Novara and the Department of Veterinary Sciences of the University of Pisa were reviewed for echocardiographic examinations performed on healthy dogs and dogs with different stages of MMVD, from February 2014 to June 2017.
This study consisted in two phases. In the first phase, a control group of healthy dogs was generated to produce a reference range using allometric scale for LADn in dogs. In the second phase, LAD was measured in dogs with different severity of MMVD. The LADn in this group of diseased dogs was compared with the reference range derived from the healthy dogs to evaluated LAE according to LADn. In addition, the agreement between LADn and LA/Ao in the detection of LAE was evaluated.
Animals
The control group included client-owned healthy dogs referred for cardiac screening or pre-anesthesia evaluation. Health status was defined based on history, physical examination, electrocardiography, and complete echocardiographic examination.
The study group comprised client-owned dogs affected by MMVD referred for cardiologic evaluation. A diagnosis of MMVD was based on echocardiographic identification of mitral valve thickening or prolapse in combination with the presence of mitral regurgitation. Dogs with MMVD were classified into stage B1, B2 or C according to the ACVIM classification [17] .
Exclusion criteria included the presence of non-sinus arrhythmia, concomitant systemic diseases that can affect the cardiovascular system (e.g. hypothyroidism, hyperadrenocorticism), congenital cardiac diseases, and the use of medication in the control group. Dogs in the study group, receiving cardiac medications as pimobendan, furosemide, torsemide, benazepril, enalapril and spironolactone were not excluded.
Echocardiography
All echocardiographic studies were performed by a board-certified cardiologist or by residents supervised by a cardiologist using ultrasound systems (Vivid I, GE Healthcare, Chicago, IL, U.S.A.; Xario XG, Toshiba Corporation, Utsunomiya, Japan) with phased-array transducers (1.5-8 Mhz). All dogs were examined gently restrained in right and left lateral recumbency, without sedation. Standard M-mode, two-dimensional Doppler echocardiographic images and video-loops were recorded with continuous ECG monitoring as previously reported [2, 25, 35] .
In all dogs, the LA/Ao was measured from a right parasternal short-axis view at the heart base as previously described [26] . In brief, we measured the internal short-axis diameter of the aorta along the commissure between the noncoronary and right coronary aortic valve cusps on the 1st frame after aortic valve closure [26] . We then measured internal short-axis diameter of the LA in the same frame in a line extending from and parallel to the commissure between the noncoronary and left coronary aortic valve cusps to the distant margin of the left atrium [26] .
Normal LA dimension was defined as an LA/Ao ratio <1.6 [17, 26] . The LAD was measured at end-systole (a frame just before mitral valve opening), from the right parasternal long axis view [26, 34] . The measurement was done evaluating the widest distance, parallel to the mitral valve annulus, from the inner wall of the middle of interatrial septum to the inner wall of the posterior free wall. The distance from blood-tissue interface to blood-tissue interface was used ( Fig. 1) .
All echocardiographic measurements were carried out off-line by a single operator (FM) on three consecutive cardiac cycles, and the mean values were used.
Statistical analysis
Statistical analysis was performed with a commercially available statistical software package (SAS Institute Inc., Cary, NC, U.S.A.). Descriptive statistics were generated. The normality of data distribution was tested using the Shapiro Wilks test. Non-normally distributed data were reported as median and range. A non-parametric Kruskal-Wallis test was applied to assess differences between groups (healthy vs B1 vs B2 vs C) for demographic and echocardiographic variables. Bonferroni correction was used to perform pairwise contrasts between groups. The differences for categorical variables (as sex) were tested using a chisquare test. In healthy dogs, an ANCOVA model was applied to test the significance of sex, BW, and age on LAD.
To account for differences that can be expected with the large variation in BW of dogs, BW-dependent regression-based reference ranges were determined.
A linear regression analysis of the logarithmic form of the allometric equation log (Y)=log (a) + b X log (M) was performed [9] . Y represents LAD, M is BW, a is the proportionality constant, and b is the scaling exponent. Regression yields the constant b, which is the slope of the regression line, and a, which is the antilog of the intercept. The regression can be rewritten as the allometric form: Y=a X M b . Using the estimates obtained by the regression analysis, 95% prediction intervals of the LAD values for normal dog were calculated. The assumptions of linear models on the residuals (for ANCOVA and regression models) were graphically assessed. The LAD normalized to BW (LADn) was calculated using the results of allometric scaling. To verify the effect of the breed on LADn values, we compared this measurement between the most represented breeds (composed by at least 20 dogs) in the control group.
A receiver operating characteristic (ROC) curve analysis was adopted to calculate the sensitivity and specificity of LADn in detection of clinical stage. The Youden index was used to identify the best cut-off value of LADn to discriminate between B2 and C dogs.
The correlation between LA/Ao and LADn in dogs with MMVD was quantified using the Spearman's rank coefficient (r). According to the LA/Ao, LAE was defined as a LA/Ao≥1.6. According to LADn, LAE was defined as a value of LADn greater than the upper reference limit of the 95% prediction interval calculated with the allometric scales. Based on these thresholds, a 2 × 2 contingency table was calculated for all MMVD animals and for the different groups (B1, B2, and C). A misclassification rate in the definition of LAE was calculated, as percentage of cases incorrectly attributed to wrong classes of the severity of the disease.
To verify the suitability of the LAD in a clinical setting, intra-and interobserver measurement variability were determined with the coefficient of variation (CV). For intraobserver variability, one operator (FM) calculated LAD and LA/Ao from 12 randomly selected echocardiographic studies (3 healthy dogs, 3 from the B1 group, 3 from the B2 group, and 3 from the C group) on two different occasions at 30 days apart. Interobserver variability was assessed by two operators (FM, OD) who measured the LAD and LA/Ao from the same 12 randomly selected echocardiographic studies.
A value of P<0.05 was considered statistically significant.
RESULTS

Study population
A total of 420 dogs of different breeds were included, 330 healthy control dogs and 90 dogs with MMVD. In the control group 44 dogs were Labrador Retriever, 37 were mixed-breed dogs, 30 Baseline clinical and echocardiographic characteristics of all dogs are shown in Table 1 . Dogs with MMVD were significantly older (11.7 years, range: 3-16 years) than control dogs (3.6 years; range, 1-15.7 years; P<0.001). In addition, dogs with MMVD had a lower BW (9.3 kg; range, 1.5-43 kg) in comparison to healthy control dogs (25.7 kg; range, 1.8-65 kg; P<0.001).
Left atrial size
In the control group, the median value of LA/Ao was 1.4 (0.9-1.59), while the median value of LAD was 36.3 mm (range, 14.9-58.4 mm). No significant effect of sex or age on LAD was found (P=0.078 and P=0.409, respectively). A curvilinear positive correlation was found between LAD and BW in control dogs (R 2 =0.81; P<0.001) (Fig. 2) . After logarithmic transformation, The LAD was measured at end-systole (a frame just before mitral valve opening), evaluating the widest distance, parallel to the mitral valve annulus, from the inner wall of the middle of interatrial septum to the inner wall of the posterior free wall. The distance from the blood-tissue interface to blood-tissue interface was used (white arrow). LV, left ventricle; RA right atrium LAD and BW showed a strong positive linear correlation (R 2 =0.86; P<0.001) (Fig. 3) . Results of linear regression analysis of logarithmically transformed echocardiographic variables, including the proportionality constant (a) and the allometric scaling exponent (b), are reported in Table 2 . The reference range for the LAD was between 16.91 and 49.68 mm. The 95% prediction intervals of LAD according to different BW in heathy dogs are reported in Table 3 . According to the allometric scales, the formula to calculate the LADn was: LAD (mm)/BW (kg) 0.324 . In the control group, the median LADn was 12.92 and the 95% reference range for the LADn was between 10.49 and 15.72.
Considering the most represented breeds in the control group (Labrador Retriever, Golden Retriever, Boxer, English Bulldog, Doberman Pinscher) no differences in the LADn values were found among these breeds as well as in comparison with mixed-breed dogs (P=0.08).
In dogs with MMVD, LADn was significantly greater (P<0.001) compared to healthy dogs and a significant difference in LADn was also noted among different clinical stages (P<0.001) ( Table 1 ). In dogs with MMVD, a positive correlation was found between LADn and LA/Ao (r=0.87; P<0.001) (Fig. 4) . LADn identified LAE in 11 dogs of the group B1, resulting in a misclassification rate of 37% vs. the LA/Ao method. In groups B2 and C, LADn and LA/Ao were perfectly concordant in identifying LAE (100% of cases).
According to the ROC curve analysis, a LADn of 20.3 was the best cut-off to differentiate between dogs in groups B2 and C (sensitivity=83.3%; specificity=83.3%; AUC=0.851; P<0.001) (Fig. 5) . Intraobserver and interobserver measurement variability for LAD yielded average CVs of 1.8% (95% Confidence Interval: 1.0-2.7%) and 2.2% (95% Confidence Interval: 1.0-3.4%), respectively. Intraobserver and interobserver measurement variability for LA/Ao was 4% (95% Confidence Interval: 1.1-7.0%) and 6.9% (95% Confidence Interval: 3.4-10.3%), respectively. 
DISCUSSION
Our study provides the normal reference ranges for LAD and LADn in a large multiple-breed sample of healthy dogs, over a relatively wide range of BWs. This study revealed that LAD strongly correlates with BW in healthy dogs. A similar result was found in humans, cats, and horses where normalization of LAD by an allometric model successfully removes the effect of body size [7, 9, 16, 22, 28, 30, 31, 36] . Differently, the LAD did not correlate with age or sex in the present study. This is surprising, since most human studies note an age-related increase in LA size [23] . However, controversy exists regarding whether this LA enlargement is part of the normal ageing process or related to subclinical heart disease [20] . The truncated age range in our study (median 3.6 years) might have reduced our ability to observe a relationship between age and LAD.
We also found no significant differences in LAD between sex. Contrary to humans, sex differences in LA size have been reported, with men having larger LA sizes than women. However, these differences are nearly completely accounted for by variation in body size [33] .
In our study, LADn increased with the severity of MMVD and had a good sensitivity and specificity in the differentiation of dogs with subclinical MMVD from dogs with clinical MMVD. In the natural history of MMVD, LA size has been shown to increase with increasing class of heart failure [4] . Thus, using the normal reference range found in the present study, LADn might be useful as an additional parameter in clinical management of dogs with MMVD.
This study also compared LADn and LA/Ao in the evaluation of LAE in dogs with MMVD. When LADn was used to differentiate between dogs in stage B1 versus stage B2, more dogs were classified as having LAE using LADn in comparison to LA/Ao, with an overall misclassification of 37%. This discrepancy could be explained as follows. Firstly, the time points of measurement are slightly different in the two methods, with the LA/Ao method using early diastole and the LAD method using end systole. However, since these time points are very close to each other, theoretically only minimal variation in LA size is expected. Secondly, the LA is a three-dimensional structure and its enlargement may occur in an asymmetrical way. As LAD and LA/Ao do not evaluate LAE in the same plane, different LA geometries could lead to different assessment of LAE according to which method is used. For this reason, volume-based methods have been proposed to be more accurate in the detection of LAE in comparison to linear measurements [17] . A recent study in dogs showed that LAD-based estimation of LA volume has good correlation with LA volume obtained by real-time three-dimensional echocardiography [36] . However, this issue was not addressed in the present study, and critical comparisons would require a gold standard for the assessment of LAE, such as magnetic resonance imaging or validated three-dimensional echocardiography.
Measurement variability was considered good for all measurements in this study. The LAD method showed a less measurement variability in comparison with LA/Ao, especially the interobserver measurement variability was significantly lower based on the 95% confidence interval of the CV. This result is in line with a previous study in which LAD showed a very low within-day variability (4.2%) compared to LA/Ao (10.9%) [36] . A possible explanation for this discrepancy is that the LA/Ao depends on two different echocardiographic variables, each one with its own variability. Based on our results and a previous study [36] , LAD has less measurement variability compared to conventional LA/Ao. This might be the consequence by defining a clear and precise far-field LA border while maintaining an appropriate view through the aortic root during image acquisition, as well as due to the difficulty to get a consistent timing of the aortic valve closure which it has been shown to affect the LA/Ao measurement [11] . Furthermore LAD measurement is not influenced by the presence of the pulmonary veins, as may occur for LA/Ao, since it is measured from the interatrial septum to the posterior free wall of the left atrium. For this reason, LAD could be more suitable for novice examiners. LA dimension is a key parameter for both diagnostic and treatment decision making process, thus we believe that LAD should be added in the standard echocardiographic evaluation of dogs, and that LAD and LA/Ao are two complementary, simple and rapid measurement that should be integrated in the overall assessment of LA size.
The present study has some limitations. First, the study group was significantly older in comparison to the control group. Given the acquired and highly prevalent nature of MMVD in dogs, an age-matched control group could not be obtained. However, a recent study in dogs found no evidence for correlation between LA size and age [14] . Second, we only included 5 breeds in the evaluation of breed influence on LAD values. However, based on this preliminary analysis, it is reasonable to believe that breed does not significantly affect LADn. Further studies may be necessary to better establish if breed-specific reference values are necessary considering differences in type of breed, size, and conformation of the thorax [15] . Third, systemic blood pressure was not measured in all dogs. Systemic hypertension could have possibly led to geometrical modification of the heart. The most common cardiac change associated with hypertensive cardiomyopathy in dogs is cardiomegaly associated with left ventricular concentric hypertrophy and the presence of aortic insufficiency [21] . However, none of the dogs in the present study had clinical or echocardiographic signs of systemic hypertension. Finally, heart rate was not considered, and this could have influenced evaluation of LA size [14] . However, no dogs showed severe tachycardia or bradycardia according to medical records.
In conclusion, this study provides the normal reference range of LAD and LADn in dogs that can be used as a complementary tool in the assessment of LAE, especially in dogs affected by MMVD. Future studies are needed to compare the accuracy of LADn and LA/Ao in the definition of LAE using a gold standard technique for evaluation of chamber size.
